Induction of mRNA for type I IFN, IL-6, and other IFN-related antiviral genes was lower in HDAC6 knockdown RAW264.7 cells than in control cells in response to a RIG-I agonist at 6 h. Cells were stimulated with 5'ppp-dsRNA (0.5 µg/ml) for 6 h. were purchased from indicated suppliers.
Acetyl-specific K909 RIG-I antibodies were generated from rabbit immunized with the specific peptide 905CSKW(ac)KDFHFEKIPFD919. Peptides were conjugated with keyhole limpet hemocyanin (KLH) and injected with Freund's Adjuvant (complete F5881, incomplete F5506). For antibody purification, affinity resins were prepared with non-acetylated form of the peptide and acetylated form of the peptide separately. Generated antibodies were mixed with PMSF and passed over non-acetylated peptide column to remove any antibodies that have an affinity to non-acetylated peptide. Then unbound solution was passed over acetylated peptide column. Antibodies bound to acetylation peptides were eluted and used for IB.
Quantitative real time PCR
Total RNA was extracted from cells and tissues with RNeasy RNA extraction kit (Qiagen), and cDNA synthesis was performed using ReverTraAce qPCR RT kit (TOYOBO). Quantitive PCR was performed using T-Gradient thermoblock (Biometra) and EmeraldAmp PCR Master Mix (TAKARA). Fluorescence real-time PCR was performed using Rotor-Gene Q instrument (Qiagen) and QuantiTect SYBR green PCR Viruses, infection and replication assay VSV and NDV-GFP were amplified on Vero cells and HeLa cells, respectively. PR8-GFP were amplified in SPF chicken eggs. Attached cells were infected with viruses in DMEM supplemented with 1% FBS. 2 h after, each well was replaced with complete media to remove extracellular viruses. Suspended cells were infected with viruses in 1.5 ml tube using RPMI supplemented with 1% FBS. 2 h after, cells were centrifuged at 3000 rpm, 3 min and re-plated into cell culture plates with complete media. After infection, Supernatant and cells were collected at indicated time points and used to measure viral titration and GFP absorbance. Viral titration was performed in Vero cells using standard plaque assay. GFP absorbance of number-matched cells was measured using GloMax Multi Detection system (Promega), Blue optical kit (Ex: 490 nm, Em: 510 -570 nm).
RNA interference
HDAC6 siRNA, β-catenin siRNA, and nonspecific scrambled siRNA were produced from Bioneer Co.
(Refer to Appendix table S1). All siRNAs were transfected using Lipofectamine RNAiMAX (Invitrogen) according to the manufacturer's instructions. At 36h post-transfection, cells were used in experiments.
